Introduction
The early stage of atherosclerosis is characterized by the infiltration of monocytes in the subendothelial space. By the unregulated uptake of oxidized low density lipoproteins (oxLDL) through the scavenger receptor," these mononuclear cells then accumulate large amounts of lipids and acquire a so-called 'foamy' appearance.
Macrophages in general produce numerous mediators which play a role in host defence and may therefore also affect the progression of atherosclerotic lesions. A recently identified secretion product of activated rodent macrophages is nitric oxide, which contributes to host defence by its cytolytic and antimicrobial properties. It is synthesized from t-arginine by an inducible form of nitric oxide synthase (iNOS), with t-citrulline as a byproduct. The expression of iNOS has been demonstrated in atherosclerotic vessels.
The effect of foam cell transformation of J774 murine macrophages on the induction of iNOS activity has been reported. It could be confirmed that this function is indeed inhibited in cells loaded with oxLDL but not with acetylated low density lipoproteins (acLDL). As this indicates that not lipid accumulation as such, but some constituent ofoxLDL might exert an inhibitory action on the induction of iNOS activity, this study was designed to elucidate the underlying mechanism.
Since the induction of iNOS in macrophages is also inhibited by glucocorticoids (GC) and glucocorticoids are synthesized from cholesterol via oxidative pathways, it was hypothesised that GC-like products might be formed during the oxidation of the cholesterol-rich LDL particle. To investigate whether a GC-like factor in oxLDL might be responsible for the observed inhibition of iNOS activity, the glucocorticoid receptor (GCR) antagonist mifepristone was added during lipid loading and stimulation, thus attempting to reverse the observed inhibition. Determination of total cellular cholesterol and protein: After lipid loading the monolayers were washed three times with cold PBS to remove serum proteins and lipoproteins. Cholesterol extraction was performed in the plate by adding 5 ml hexane:propan-2-ol (3:2) for I h, followed by a brief wash with 1 ml. The solvent was evaporated under reduced pressure and cholesterol and cholesterol esters determined by an enzymatic assay. Total cell protein was determined by the bicinchoninic acid (BCA) method. The wells were exposed to 3 ml trichloroacetic acid (TCA) 5% for 2 h, followed by dissolution of the precipitated proteins in 2 ml 0.1 N NaOH plus 0.5% sodium dodecyl sulphate. Results (Fig. 1) 22 and some of these products may inhibit NOS induction. 23 TNFot has been reported to be an autocrine mediator in NOS induction in murine macrophages. 24, 25 In oxLDL-treated cells, TNFot expression after stimulation is decreased, 17 which could lead to decreased NOS induction. However, oxLDL did not induce TNFot transcription 1: in unstimulated murine cells, whereas NOS induction was observed. Although TNF expression and NO production can occur independently, the possibility that the oxLDL-mediated NOS inhibition is TNF-dependent remains open.
Materials and Methods

Materials
In conclusion, the study demonstrated that induction of NOS activity is specifically inhibited in oxLDLand not in acLDL-laden foam cells. The mechanism of the observed inhibition is not clear at this moment, but a glucocorticoid-like action of oxLDL does not seem to be involved in view of the failure of the GCR antagonist to prevent the suppression.
